Materials and Reagents
Isolation of Mouse Embryo Fibroblasts
. In this communication we describe a protocol for the isolation of MEFs from day 13.5-day 14.5 mouse embryos. The
MEFs obtained by this procedure are suitable for use in biochemical assays and for further genetic manipulations. 2. Euthanize the pregnant female by cervical dislocation (this can be done on the bench top, outside of the tissue culture hood). Place the mouse on its back on a dissecting board or on a thick pad of blotting paper.
Materials and Reagents
3. Thoroughly soak the fur of mouse with 70% ethanol. Transfer the board or pad with the mouse to the tissue culture hood.
4. Make a cut in the skin with scissors, then grab the skin with both hands and pull away to expose the abdominal wall. Use tape (or pins) to attach the feet of the mouse to the board (or pad).
5. Put 10 ml of 0.25% trypsin-EDTA in one covered Petri dish and put approximately 20 ml PBS in another Petri dish. 7. Separate the embryos by slicing through the uterus in the regions between each embryo.
The embryos may pop out spontaneously or they may come out after pressing gently with forceps. If they do not come out easily, carefully cut away the uterine tissue starting at the site where the dark red, disc-shaped placenta is located. If the embryo is still in the yolk sac, gently pull the sac off with forceps.
8. Transfer the embryos to a new dish with PBS -use one dish of fresh PBS for every 3 embryos. Swirl the dish to remove blood from the embryos.
9. With one hand, pick up an embryo with forceps and with the other hand, cut off the head above the eyes. Use another pair of forceps to tear out the red tissue (heart and liver).
Place the rest of the embryo in the covered Petri dish with 0.25% trypsin-EDTA.
10. After all the embryos have been isolated and placed in the dish with trypsin, chop up the embryos with scissors, and then use a scalpel blade or razor blade to mince the tissue into pieces of 1-2 mm. Pipet up and down several times with a 10 ml pipet, and then place the dish in the 37 °C tissue culture incubator for 10 min.
11. Remove the dish from the incubator and pipet the embryo pieces up and down several times with a 5 ml pipet. Return the dish to the incubator for another 5-10 min.
12. Transfer the cell suspension to a 50 ml tube. Add 20 ml MEF culture medium (see Recipe below) to inactivate the trypsin, and pipet up and down several times. Let the cell suspension sit for about 5 min to allow larger embryo fragments to sink to the bottom of the tube. has worked for us.
16. The MEFs will senesce faster if plated at low density. As the growth of the cells begins to slow down after several passages, the number of cells transferred per flask should be increased with each passage.
17. After around 10 passages, the MEFs will reach the crisis phase when cell proliferation has greatly decreased. Immortalized lines can be derived in several weeks by following the protocols of Todaro and Green (Todaro and Green, 1963) . We have found that immortalized MEF lines can be obtained after around 18 passages when all of the cells in a dish or flask are harvested and replated in fresh medium every 5 days.
Recipes

MEF culture medium with 10% fetal bovine serum
Mix 450 ml DMEM with 50 ml fetal bovine serum 5 ml 200 mM L-glutamine 5 ml 100x penicillin-streptomycin solution
